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(b) at least one additional component; 

wherein said composition does not cyomprise a biological 
extract of animal or cellular origin, or/ a living nourishing 
substrate , 

- -20 . The composition of claim 1^ , wherein said at least 
one additional component comprises at Least one member selected 
from the group consisting of a non-iojiic water-soluble polymer 
and an oil-plus-surfactant mixture. --^ 

--21. The composition off claim. 19, wherein the 
components of the complex nutrient/ medium are biocompatible, 
biomimetic, and bioavailable with r|espect to the skin.-- 

--22. The composition of claim 19, wherein the complex 
nutrient medium has the following Composition, the concentration 
of the components being expressed in milligrams per liter of 
solvent : 



Amino acids 

L-Alanine 
L-Arginine HCl 
L - Asparagine ( adhydrgfus ) 
L-Aspartic a^zfid 
L-Cysteine /tlCl*H,0 
L-Glutamic/ acid. 
L-Glutamii 
Glycine 
L-Histidine Ht 
L-Isoleucine 
L-Leucine 
L-Lysine HC] 
L-Methioniiie 



9.2 
421 .4 
14 .2 
4 . 0 
42 . 0 
14 . 8 
1754 .4 
7.6 
50 . 0 
6,0 
131.2 
54 , 0 
13 . 5 
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Lt- Phenylalanine 

L-Proline 

L-Serine 

L-Threonine 

L - Tryp t ophan 

L- Tyrosine 2 Na 2H2O 

L-Valine 



Vltcaciins and cell growth factors 




d-Biotin / 


0 . 02 


Folic acid / 


0.80 


Nicotinamide / 


0.04 


Ca D-Pantothenate / 


0.30 


Pyridoxine HCl / 


0.06 


Riboflavin / 


0.04 


Thiamine HCl / 


0.30 


Vitamin / 


0.41 


i-Inositol / 


18 . 0 


Putrescine 2 HCl ^ — 7 


0 .20 


Sodium pyruvate / / 1 


55 . 0 


Thymidine / / / 


0 . 73 


Adenine (HCl) / yf 


24 . 0 


DL-Lipoic acLa / 1 


0 .20 



Inorganic C( 

Sodium chloride 
KCl 



Na2 HPO4 



CUSO4 • 5H2O 



Its 



6800 . 0 
112 . 0 
284 . 0 
0 . 003 



Sodium acetate 

D-Glucose 

HEPES (piperazine) 

Phosphorylethanolamine 

Ethanolamine 

Sodium sulphate 

Sodium bicarbonate 

FeS04 • 7H2O 

MgCl2 • 6H2O 

CaCla • 2H2O 



ZnS04 • 7H2O 



(NH4)6M07024'4H20 



Na2Si03 • 5H2O 



MnCls • 4H2O 
SnCl2 • 2H2O 
NH4 VO3 
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r3 0 0 . 0 ( anhydrous ) 
1080 . 0 
6600 . 0 
0 . 06768 
0 . 04684 
3 .4 

1160 . 0 
1.39 
120 . 0 

from 13 . 0 to 22 . 05 
0 . 144 
0 . 00120 
0 . 142 
0 . 00002 
0 . 00011 
0 . 00057. 



--23. The composition pf claim 19, wherein the complex 
nutrient medium comprises a phq^ that is biocompatible with the 



Dody and wherein the complex 
iteq[ homt>geneously within said phase. 
impo^itig^n of claim 19, wherein the 



superficial parts of the 
nutrient medium is distriby 

--24. The c 
composition is a medicanaj 

--25. A pharfnaceu/:i;2r£l form;ilation base comprising the 
composition of claim 24 

--26. The phaifm^berrEical formulation base of 'claim 25, 
wherein said base is useA for preservative treatment of grafts.- 

--27. The pharmaceutical formulation base of claim 25, 
wherein said base used for prevention or treatment of 

disorders and/or delaky of cicatrization - 
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-28. The composition of claim 2JZ5, comprising two 
phases, wherein a first phase comprises an /aqueous continuous 
phase containing the complex nutrient mediu/ 

--29. The composition of cla:jfm 28, wherein the 
composition is a medicinal composition, 

--30. A pharmaceutical formulation base comprising the 
composition of claim 29 

--31. The composition of c](aim 20, comprising two 
phases, wherein a first phase comprises an oily continuous phase 
and a second phase comprises a discontinuous phase containing 
said complex nutrient medium. 

--32. The composition 6f claim 31, wherein the 
composition is a medicinal composition .- - 

--33. A pharmaceutical formulation base comprising the 
composition of claim 32. 

--34. A cosmetic base/ comprising the composition of 
claim 19 . - - 

--35. A cosmetic preparation comprising the cosmetic 
base of claim 34, wh^r^/i sa^Ld complex nutrient medium 
constitutes either an ac)z:iv^ princ/ipal or an excipient.-- 

-36. The cosTTV^tic/pre^i^ifigjzion of claim 35, wherein said 
excipient potentiate^ an ^ctir^e parfncrpal 

--37. A Tjftetho^ of^^ manuf acti/ring a composition for 
topical use, said Trlethod/comprising^^ombining : 

(a) a complex /r\utrier3±<^edium comprising at least some 
amino acids, a vitam/n, a cell growth factor, and an inorganic 
salt, wherein said /medium supports viable in vitro growth of 
human epidermal /kerat inocytes with at least one clonal 
proliferation of /said keratinocytes in the first passage, and 
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(b) at least one additional component, 

wherein said composition resulting from said method does 
not comprise a biological extract pt animal or cellular origin, 
or a living nourishing substrate. 

-3 8. The method of claim 37, wherein said at least one 
additional component comprises it least one member selected from 
the group consisting of a non-^onic water-soluble polymer and an 
oil-plus-surfactant mixture 

--39. The method dt claim 37, wherein said complex 
nutrient medium has the following composition, the concentration 
of the components being ej^ressed in milligrams per liter of 
solvent : 

Amino acids 

L-Alanine 
L-Arginine HCl 
L-Asparagine (anhydrous) 
L-Aspartic acic 



9.2 
421.4 
14 . 2 
4 . 0 
42 , 0 
14 . 8 
1754 .4 
7 . 6 
50 , 0 
6 . 0 
131 . 2 
54 . 0 
13 . 5 
10 . 0 
34 . 6 
126 . 1 
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L-Threonine 
L - Tryp t ophan 
L-Tyrosine 2 Na 2H2O 
L-Valine 
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24 . 0 
9.3 
11 . 7 
70 .3 



Vitamins and cell growth factors 

d-Biotin / 0.02 

Folic acid / 0.80 

Nicotinamide / 0.04 

Ca D- Pantothenate / 0.3 0 

Pyridoxine HCl / 0.06 

Riboflavin / 0.04 

Thiamine HCl / 0.3 0 

Vitamin / 0.41 

i-Inositol / 18.0 

Putrescine 2 HCl / 0.2 0 

Sodium pyruvat^ / \ 55.0 

Thymidine / II 0 . 73 

Adenine (Hjd;l) / / 24.0 
DL-Lipoic/ acid ^-"-^^ y^'''^"'^'^^ — 0.20 



Inorganic^ 

Sodium chl^ 
KCl 



Na2 HPO4 



CUSO4 • 5H2O 



>ric 



Sodium acetate 
D-Glucos< 
HEPES (piperazine) 



6800 . 0 
112 . 0 
284 . 0 
0 . 003 

3 0 0.0 ( anhydrous ) 
1080 . 0 
6600 . 0 
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Phosphorylethanolamine 
Ethanolamine 
Sodium sulphate 
Sodium bicarbonate 



FeSO^ • 7H2O 




MgCl2 • 6H2O 



CaCl2 * 2H2O 



ZnS04 • 7H2O 



(NH4)6iyi07024-4H20 
Na2Si03 • 5H2O 
iyinCl2 ' 4H2O 
SnCl2 • 2H2O 



NH4 VO3 



comprising contacting a human or animal with a 



rtposition 



] 

fad 
com] 
a 1 



prising at least some amino acids, a vitamin, a cell growth 



tor, and an inorganic salt, whereiru-^^id composition does not 



comprise a biological extract^ 



animal or cellular origin, or 



living nourishing 



)strate, and wherein said composition 



supports viable^invi tro growth of human epidermal keratinocytes 
with at ^^^l^a^t one clonal proliferation of said keratinocytes in 
passage . - - 

--41. The method of claim 40, wherein the composition 
is biocompatible, biomimetic, and bioavailable with respect to 
skin . - - 

--42. The method of^^^q^im 40, wherein said composition 
comprises the f ollowing/^coTra^on^nt^-r^ the concentration of the 
components being exprefesod^^-'i^r^illigrams per liter of solvent 
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Amino acids 

L-Alanine 

L-Arginine HCl 

L- Asparagine ( anhydrous ) 

L-Aspartic acid 

L-Cysteine HCl-HaO 

L-Glutamic acid 

L-Glutamine 

Glycine 

L-Histidine HCl-HsO 
L-Isoleucine 
L-Leucine 
L- Lysine HCl 
L-Methionine 
L- Phenylalanine 
L-Proline 
L-Serine 
L-Threonine 
L - Tryp t ophan 
L- Tyrosine 2 
L-Valine 



9,2 
421 
14 

4 .y 

0 

^14 . 8 
1754 .4 
7 . 6 
50 . 0 
6 . 0 
131.2 
54 . 0 
13 .5 
10 . 0 
34 . 6 
126 . 1 
24 . 0 
9.3 
11 . 7 
70 . 3 



Vitamins and /pell growth factors 



d-Biotin /V _ 0.02 

Folic acid/ 0.80 

Nicotinamide 0.04 

Ca D- Pantothenate 0.30 

Pyriddkine HCl 0.0 6 

Riboflavin 0.04 
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Thiamine HCl 
Vitamin B12 
i-Inositol 
Putrescine 2 HCl 
Sodium pyruvate 
Thymidine 
Adenine (HCl) 
DL-Lipoic acid 



0.30 
0.41 
18. 0> 
0.3^ 
0 

. 73 
24 , 0 

0 . 20' 



Inorganic components 

Sodium chloride 
KCl 

Na2HP04 



CUSO4 • 5H2O 



Sodium acetate 
D-Glucose 
HEPES (piperazine) 
Phosphorylethanolamin^ 
Ethanolamine 
Sodium sulphate^ 
Sodium bicarbc 



FeS04 ' 7H2O 



MgCls • 6H2O 



CaCls • 2H2V. 



ZnSO^ • 7H2N 



(NH4) 6MO7O24/4H2O 



NaaSiOa * 5Jl,0 



MnCls • 4M2O 



SnClo -ySH.O 



6800 . 0 
112 . 0 
284 . 0 

0 . 003 

3 0 0.0 ( anhydrous ) 

1080 . 0 

6600 . 0 

0 . 06768 

0 . 04684 

3 .4 

1160 . 0 

1 .39 
120 . 0 

from 13.0 to 22.05 

0 . 144 

0 . 00120 

0 . 142 

0 . 00002 

0 . 00011 
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NH4 VO3 0.00/)57. 

--43. A method of culturing kerat ino/cytes in vitro 
comprising incubating human epidermal keratanocytes in the 
presence of a complex nutrient medium comprising at least some 
amino acids, a vitamin, a cell growth factor, and an inorganic 
salt, wherein said complex nutrient medium/ does not comprise a 
biological extract of animal or cellular origin, or a living 
nourishing substrate, and wherein said meraium supports viable in 
vitro growth of human epidermal keratinocytes with at least one 
clonal proliferation in the first passage. -- 

--44. A composition for top/cal use comprising: 

(a) a complex nutrient medium that permits viable in 
vitro growth of human epidermal keoratinocytes with at least one 
clonal proliferation of said ker^inocytes in the first passage, 
and 

(b) at least one addib^ional component, 
wherein said composition does not comprise any biological 

extract of animal or celli-^ar origin or a living, nourishing 
substrate . - - 

--45. The compos ^t;i:^>n d^f claim 44"r wherein said at least 
one additional component^ comprises at least one member selected 

Syt^ng of/a non-ionic water-soluble polymer 
mixX^ure . - - 

compositi^on of claim 44, wherein the 
nutrient medium are biocompatible, 
biomimetic, and tyioavailable with respect to the skin.-- 

-47. "The composition of claim 44, wherein the complex 
nutrient mediurfi comprises a phase that is biocompatible with the 



from the group consi 
and an oil-plus-sur 

--46. t: 

components of the 



•I* 
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superficial parts of the human body and wherein the complex 
nutrient medium is distributed homogeneously within said phase. 

--48. The composition of claim/ 44, wherein the 
composition is a medicinal composition.-- / 

--49. A pharmaceutical formulation base comprising the 
composition of claim 48^.-- / 

--50. The pharmaceutical formulation base of claim 49, 
wherein said base is used for preservative treatment of grafts. 

--51. The pharmaceutical formplation base of claim 49, 
wherein said base is used for prevention or treatment* of 
disorders and/or delay of cicatrization .- - 

--52. The composition or claim 45, comprising two 
phases, wherein a first phase comprises an aqueous continuous 
phase containing the complex nutrient medium. -- 

--53. The composition of claim 52, wherein the 
composition is a medicinal composition .- - 

--54. The composition of claim 45, comprising two 
phases, wherein a first phasf^ comprises an oily continuous phase 
and a second phase comprases a discontinuous phase containing 
said complex nutrient i^ed^tim.-- 

--55. They^^^^?TOP3dt\on of claim 54, wherein the 
composition is a medicinal cojriposition . - - 

--56. A pna^KKigetit i c a 1 formulation base comprising the 
composition of clainy55.-- 

--57. The /composition of claim 54, ^A^herein said first 
phase is in emulsron form.-- 

--58. A cosmetic base comprising the composition of 
claim 45 . - - / 
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--59. A cosmetic preparation comprisring the cosmetic 
base of claim 58, wherein said complex/ nutrient medium 
constitutes either an active principal or ary excipient.-- 

--60. The cosmetic preparation of c^aim 59, wherein said 
excipient potentiates an active principal 

--61. A method of manuf acturirig a composition for 
topical use, said method comprising combining: 

(a) a complex nutrient mediuny that permits viable in 
vitro growth of human epidermal kerat/nocytes with at least one 
clonal proliferation of said keratinafcytes in the first passage, 
and 

(b) at least one additionafl component, 
wherein said composition doBQ not comprise any biological 

extract of animal or cellular yorigin or a living, nourishing 
substrate . - - 

--62. The method of c^laim 61, wherein said at least one 
additional component comprises at least one member selected from 
the group consisting of a n^n-ionic water-soluble polymer and an 
oil -plus- surf act ant mixtui 

'63. The methc^ Q-^-^^^J^aim 61, wherein the components of 
said complex nutrient/Trf^*QjjLHR--are) biocompatible, biomimetic, and 
bioavailable with re^^ct to >t1ie skin. 

-64. The Si§fet:^i6d of claim 61*, wherein the complex 
nutrient medium compi^ises a phase that is biocompatible with the 
superficial parts off the human body and wherein the complex 
nutrient medium is dastributed homogeneously within said phase. 

.6^-: A — me-ttored — — niedl^Jlnai or cosm ^ti^ ^v-oa^Tnc ^ 

comprising con£3^3-fe-iTig"''arTiur^ or animal with a composition that 




es not comprise either any biological extract of animal or 



Applicl^bn No. 08/860,231 



^ollnlnr origin, — ©^r'-a liviny nourishing substrate, wnerein^ 

position permits viable in vitrQ^-gaeo^A^fTT of human epidermal 
keratinocytes jviiJa — at Teast one clonal proliferation of said 

rrst" passage . - - 
~-66, The method of claim 65, wherein the composition 
is biocompatible, biomimetic, and bioavailable with respect to 
skin . - - 



fTethod of- claim 65, wherein the method is used 
for the preservative treatment of grafts.-- 

--68. The method of claim 65, wherein the metlj^fu is used 
for preventing or treating disorders ami/or delay of 
cicatrization.-- 

--69. A method of cult;idr:iHg y^eratinoc in vitro 

comprising incubating human ^^ra^rffei^v keratinocytes in the 
presence of a complex niaj>3^^nt medium that does not comprise 
either any biologica>^xtra(x:t of^^,..a*rinn^^ origin, or 

a living nourishing substrate, wjj^r^in said complex nutrient 
medium pejpntats viable l±n vitro growth of human epidermal 
keratinocytes with at least one clonal proliferation of said 
kerratinocytes in the fiorst passage. 



REMARKS 



Claims 19-69 are pending. Claims 1-18 are cancelled 
herein. It was previously agreed that the claims originally 
labelled 20 [sic] and 21 [sic] would be disregarded. Thus, the 
present Amendment is drafted as if such claims never existed. 

This Preliminary Amendment has been made in order to 
place the claims in better condition for examination by the U.S. 
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